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Introduction {#sec001}
============

Each year, 5,300 dogs per 100,000 are diagnosed with cancer, a rate that is approximately 10 times higher than the incidence in humans \[[@pone.0235518.ref001]\]. Despite the high incidence, treatment options have lagged behind human medicine, resulting in many dogs facing progressive disease with palliative care \[[@pone.0235518.ref002]\]. In contrast, over the last decade, several immunotherapies have been developed and approved for use in human cancers and have provided startling gains in survival for a cohort of patients who previously had few treatment options \[[@pone.0235518.ref003]--[@pone.0235518.ref006]\]. Similar immune-targeted approaches will likely be beneficial in canine cancer therapy, but few canine-specific immunological reagents have been generated for this purpose \[[@pone.0235518.ref007]\].

The most striking examples of effective human immunotherapies include CD19 specific chimeric antigen receptor (CAR)-T cell therapy and antibody-directed immune checkpoint blockade (ICB) approaches \[[@pone.0235518.ref008],[@pone.0235518.ref009]\]. CD19 CAR-T cell therapy for relapsed or refractory CD19^+^ B-cell cancers now reports an 80% response rate \[[@pone.0235518.ref003]\]. However, this immune therapy can have side effects with grade 3 or 4 adverse events observed in 77% of treated patients \[[@pone.0235518.ref010]\]. Similarly, ICB therapy is now an established cancer immunotherapeutic approach that has proven to be highly effective in several human cancers \[[@pone.0235518.ref009]\]. This intervention primarily targets tumor specific CD8^+^ T cells with low to moderate anti-tumor activity due to cell surface immune checkpoint molecules that limit T cell responses. CTLA-4 is a classic example of an immune checkpoint molecule and is expressed on activated T cells following T cell Receptor (TCR) ligation \[[@pone.0235518.ref011]\]. Surface CTLA-4 binds to B7-1 and B7-2 with high affinity and competes with CD28, the activating ligand for B7-1/2 \[[@pone.0235518.ref011]\]. In a tumor setting, CTLA-4 expression by T cells can restrain an otherwise effective anti-tumor response \[[@pone.0235518.ref011]\]. Ipilimumab is a CTLA-4 blocking antibody that disengages this T cell inhibition and allows a host to eliminate cancerous cells more efficiently. Another well-known checkpoint interface is the interaction between PD-1 and the ligands, PD-L1 or PD-L2 \[[@pone.0235518.ref009],[@pone.0235518.ref011],[@pone.0235518.ref012]\]. PD-1 is expressed by activated T and B cells, as well as macrophages and NK cells, while PD-L1 can be displayed on a wide range of cells in nonlymphoid tissues, including tumor cells and tumor infiltrating immune cells \[[@pone.0235518.ref013]--[@pone.0235518.ref015]\]. PD-1 ligand expression in a tumor setting is often induced by inflammatory cytokines such as IFN-γ or TNF-α \[[@pone.0235518.ref011]--[@pone.0235518.ref013]\]. The consequence of PD-L1 or PD-L2 engagement in a tumor microenvironment is that PD-1 relays an inhibitory signal to infiltrating T cells via signaling through SHP2 \[[@pone.0235518.ref016],[@pone.0235518.ref017]\].

Since the inhibitory effect of CTLA-4 occurs via competition for B7-1 and B7-2 expressed by lymph node antigen presenting cells, it is generally thought that this inhibition occurs during T-cell priming in lymphoid tissue. In contrast, PD-1 / PD-L1 triggered T-cell suppression was thought to occur mainly within the tumor environment where inflammatory cytokines are produced by local immune cells \[[@pone.0235518.ref009],[@pone.0235518.ref011]\]. However, recent findings suggest that PD-1 mediated T-cell suppression can also occur during the T cell priming stage \[[@pone.0235518.ref011],[@pone.0235518.ref018]\]. To liberate suppressed tumor-specific T-cells, numerous PD-1/PD-L1 blocking antibodies have been developed \[[@pone.0235518.ref019]\]. Pembrolizumab and Nivolumab were the first developed antibodies specific for human PD-1 and have proved to be effective in treating certain cancer types \[[@pone.0235518.ref009],[@pone.0235518.ref020]\]. Atezolizumab, a human PD-L1-specific antibody approved to treat urothelial cancer and triple-negative breast cancer, is one of three commercially available PD-L1 monoclonal antibodies, along with Avelumab and Durvalumab \[[@pone.0235518.ref006],[@pone.0235518.ref009],[@pone.0235518.ref021]--[@pone.0235518.ref024]\]. Additional reagents have also been commercialized and a total of nine therapeutic monoclonal antibodies specific to PD-1 or PD-L1 are available in human medicine. These PD-1/PD-L1 reagents are currently being evaluated as a monotherapy or in combination with other anti-tumor approaches in 3000 clinical trials \[[@pone.0235518.ref019]\]. Thus, targeted interventions of the PD-1/PD-L1 interface has provided a highly effective strategy in a variety of human cancers.

Canine cancers bear many of the hallmarks of human cancers including tissue location, tumor progression, and response to chemotherapy and irradiation \[[@pone.0235518.ref007]\]. Thus, targeted immune interventions are likely to be an effective therapeutic approach for companion animal medicine \[[@pone.0235518.ref007]\]. However, canine lymphocyte populations are much less well defined and staining and blocking reagents that target specific immune checkpoint pathways are not yet widely available. CAR-T cell approaches for canine cancer are currently being explored and canine PD-1 and PD-L1 specific monoclonal antibodies have been described by several groups \[[@pone.0235518.ref007],[@pone.0235518.ref025]--[@pone.0235518.ref028]\]. However, none of these approaches is commercially available and given the number of reagents used in human oncology, additional reagents will be needed for effective therapeutic strategies to be established. Here, we report the development of canine PD-1 and PD-L1 specific murine monoclonal antibodies that identify recombinant and native canine molecules in a variety of laboratory assays that are likely to have diagnostic relevance. In addition, these selected antibodies from our panel interrupt ligand binding and amplify canine T cell function *ex vivo*. Thus, these new reagents provide a foundation for exploration of PD-1 and PD-L1 therapy in canine oncology.

Materials and methods {#sec002}
=====================

Study animals {#sec003}
-------------

All animals were handled in accordance with institutional animal care and use committee (IACUC) practices at the University of California, Davis. Mouse use for this particular study was specifically approved by IACUC (20030). UC Davis animal care at facilities are accredited by the Association for the Assessment and Accreditation of Laboratory Animal Care (AAALAC). BALB/c mice (6--8 weeks of age) were purchased from The Jackson Laboratory (Bar Harbor, ME) for immunization experiments. Immunized mice were regularly monitored by campus veterinarian. Cervical dislocation was used for euthanasia of mice.

For *in vitro* assays to validate canine PD-1 and PD-L1 antibodies, peripheral blood mononuclear cells (PBMCs) were isolated from peripheral blood collected from healthy client-owned dogs (n = 7; ages 1.5--12 years) at the Center for Companion Animal Health (CCAH) ([S1 Table](#pone.0235518.s001){ref-type="supplementary-material"}). Canine donors were deemed healthy based on physical exam and normal blood profiles. Collection of peripheral blood samples from client-owned dogs was obtained with signed owner-informed consent, and was approved by both the UC Davis School of Veterinary Medicine Clinical Trials Review Board and the UC Davis IACUC (20375).

Monoclonal antibodies and streptavidin {#sec004}
--------------------------------------

Alkaline phosphatase (AP)-conjugated streptavidin (Thermo Fisher Scientific, Waltham, MA) was used to detect biotinylated anti-mouse IgA (clone: 11-44-2; Thermo Fisher Scientific) and biotinylated PD-1Ig and PD-L1Ig in Western blot. R-Phycoerythrin (PE) conjugated Streptavidin (Prozyme, Hayward, CA) was used to generate tetramers. PE-conjugated anti-human IgG was used to aid B-cell enrichment. Horseradish peroxidase (HRP)-conjugated anti-mouse IgG (clone: Poly4053; Biolegend, San Diego, CA) was used for detection in initial binding enzyme-linked immunosorbent assay (ELISA) as well as PD-1/PD-L1 blocking ELISA. FITC-conjugated F(ab\')2-Goat anti-Mouse IgG (H+L) (polyclonal, Thermo Fisher Scientific) was used as a secondary antibody to detect murine PD-1 and PD-L1 antibodies in fluorescence-activated cell sorting (FACS) staining of DH82 cells. Mouse IgG1 isotype control (clone: 11711; R&D Systems, Inc., Minneapolis, MN), IgG2a isotype control (clone: G155-788; BD Bioscience, San Jose, CA), and IgA isotype control (clone: S107; Thermo Fisher Scientific) antibodies were used as negative controls for FACS staining and functional assays. A secondary antibody for IgA isotypes, biotinylated anti-mouse IgA (Thermo Fisher Scientific) was used in combination with avidin-FITC (BD Bioscience, San Jose, CA) or streptavidin-APC (Thermo Fisher Scientific). More information on antibodies can be found in the supplementary data ([S2 Table](#pone.0235518.s002){ref-type="supplementary-material"})

Biochemical reagents and services {#sec005}
---------------------------------

Q5 High-Fidelity DNA Polymerase (NEB, Ipswich, MA), NEB HiFi DNA Assembly Master Mix (NEB, Ipswich, MA), Zymoclean Gel DNA Recovery Kits (Zymo Research, Irvine, CA), PureLink Genomic DNA Mini Kit (Thermo Fisher Scientific), and Qiaprep Spin Miniprep Kit (Qiagen, Valencia, CA) were used for DNA manipulations. Genes were codon-optimized and synthesized at GenScript (Piscataway, NJ). Primers were synthesized at IDTDNA (Coralville, Iowa). Genes were sequenced at UCDNA Sequencing Facility (Davis, CA). Concanavalin A (ConA) (Sigma-Aldrich, St. Louis, MO) was used to stimulate PBMCs. Monophosphoryl Lipid A (MPLA) (Invivogen, San Diego, CA) and Complete Freund's Adjuvant (CFA) (Sigma-Aldrich) were used as adjuvant to immunize mice. Ifn-γ (R&D Systems, Inc.) was used to stimulate DH82 cells. APC conjugation kit and PE conjugation kit (Abcam, Cambridge, MA) were used to label the anti-PD-1 and anti-PD-L1s. Zombie Aqua Fixable Viability Kit (Biolegend) was used to screen live and dead cells.

DNA manipulation {#sec006}
----------------

The amino acid sequence of the extracellular domain of canine PD-1 (AB898677) and canine PD-L1 (AB898678) were fused with the Fc domain of human IgG1 to create recombinant canine PD-1Ig and PD-L1Ig \[[@pone.0235518.ref029]\]. *Drosophila melanogaster* signal sequence was placed at the N-terminus and biotin binding sequence was added at the C-terminus of both genes for biotinylation. PD-1Ig and PD-L1Ig genes were codon-optimized and synthesized by GenScript (Piscataway, NJ). BirA, an *Escherichia coli* (*E*. *coli*) biotin ligase, was PCR amplified from genomic DNA of *E*. *coli* (DH5α). PD-1Ig, PD-L1Ig, and BirA were cloned into pMT-BiP-V5-His-A (Life Technologies, Carlsbad, CA) creating pMT-PD-1Ig, pMT-PD-L1Ig, and pMT-BirA for expression under a metallothionein promoter. The full-length canine PD-1 and PD-L1 were also synthesized by GenScript with mouse PD-1 signal sequence at the N-terminus and cloned into pcDNA3.1 creating pcDNA3.1-PD-1 and pcDNA3.1-PD-L1. Unbiotinylated PD-1Ig (PD-1Ig-NB) and PD-L1Ig (PD-L1Ig-NB) were also prepared by not including biotin binding sequence, but, otherwise, with the same sequence as PD-1Ig and PD-L1Ig. PD-1Ig-NB and PD-L1Ig-NB were cloned into pMT-BiP-V5-His-A to create pMT-PD-1Ig-NB and pMT-PD-L1Ig-NB, respectively.

Cell lines, cell culture and transfection {#sec007}
-----------------------------------------

*D*. *melanogaster* S2 cells (K5130-01, September 2016) were purchased from Life Technologies (Carlsbad, CA). SP2/0 (CRL-1581, March 2017), CHO-K1(CCL-61, Aug 2017) and DH82 (CRL-10389, Aug 2017) cells were purchased from American Type Culture Collection (ATCC, Manassas, VA). Cell lines were maintained at minimum passage numbers to prevent any deviation of properties from the initial characterization. S2 cells were initially cultivated in Schneider's Drosophila Medium (supplemented with 10% FBS and 0.5% Penicillin-Streptomycin). Transfection of S2 cells were performed using a commercial calcium phosphate transfection kit (Life Technologies, Carlsbad, CA). A stable cell line was generated through selection on blasticidin. The stable strain was cultivated in supplemented Schneider's Drosophila Medium followed by Express Five SFM (supplemented with 0.5% Penicillin-Streptamycin) (Life Technologies) with shaking. Copper sulfate was added at 800 μM to induce the expression of the metallothionein promoter and biotin was added at 10 μg/ml for the biotinylation of PD-1Ig and PD-L1Ig. For culture of SP2/0 cells, hybridoma generation, and hybridoma culture, medium A from ClonaCell™-HY Hybridoma Kit (Stemcell Technologies Inc., Cambridge, MA) was used according to the manufacturer's instructions. Hybridoma cells were also cultivated using DMEM complete medium (supplemented with 10% FBS, 50 μg/ml Gentamycin, 1% L-glutamine, 1% sodium pyruvate, 1% non-essential amino acids, 0.05mM 2-mercaptoethanol, and 1% 4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES)) or Hybridoma SFM (Life Technologies, Carlsbad, CA). CHO-K1 cells were transfected using JetPrime (Polyplus Transfection, New York, NY). CHO-K1 cells and their transfectants were cultivated in Ham's F12K medium (supplemented with 10% FBS, 1% Penicillin-Streptomycin) (Life Technologies). DH82 cells were cultivated in DMEM complete medium (supplemented with 15% FBS, 1% Penicillin-Streptomycin, 1% L-glutamine, 1% sodium pyruvate, 1% non-essential amino acids, 0.05mM 2-mercaptoethanol, and 1% HEPES). DH82 was stimulated for 24 hours for upregulation of PD-L1 by supplementing with Ifn-γ at 10 ng/ml.

Western blot of PD-1Ig and PD-L1Ig {#sec008}
----------------------------------

After transfection of pMT-PD-1Ig and pMT-PD-L1Ig into S2 cells, culture supernatant was used to confirm correct expression of biotinylated PD-1Ig and PD-L1Ig on Western blot. Culture supernatant was run on a 4--15% TGX precast gels (Bio-Rad, Hercules, CA) and transferred to PVDF membrane. The transferred membrane was blocked with 5% skim milk, incubated with alkaline phosphatase conjugated streptavidin (SA-AP), and developed using NBT/BCIP (Thermo Fisher Scientific) as a substrate. PD-1Ig and PD-L1Ig were also used to test JC053 and JC071 in Western blot in combination with Goat anti-mouse IgG-AP conjugate (Bio-Rad, Hercules CA) as a secondary antibody.

Protein purification and tetramer generation {#sec009}
--------------------------------------------

PD-1Ig and PD-L1Ig were purified from the S2 cell culture supernatant by sample clarification via centrifugation and filtration followed by protein G agarose purification (Thermo Fisher Scientific) according to manufacturer's protocol. PD-1Ig and PD-L1Ig were separately mixed with R-phycoerythrine (PE) conjugated streptavidin (SA-PE) in various ratios to determine the optimum ratio between Ig fused proteins and streptavidin. The correct ratio was confirmed on Western blot, which shows disappearing Ig-fusion protein band as all biotinylated Ig fusion proteins are associated with streptavidin. JC071, JC173, JC194, and JC205 were also purified using protein G agarose resin.

Mouse immunization {#sec010}
------------------

Two immunization methods were employed to BALB/c mice for PD-1 and PD-L1 specific B-cell generation (IACUC 20030). In the first immunization method, 4 BALB/c mice were immunized with recombinant canine PD-1Ig or PD-L1Ig using an exponentially increasing dosing strategy with MPLA as adjuvant \[[@pone.0235518.ref030]\]. In this exponentially increasing dosing strategy (Exp-Inc), mice were given seven consecutive subcutaneous injections on the dorsal aspect of the neck every other day. Inoculum dose was increased two-fold at each injection. A total of 15 μg PD-1Ig or PD-L1Ig and 30 μg MPLA were delivered to each mouse. The same protocol was repeated for boosting immunizations to the same mice 28 days after the last priming dose. The second method used a single bolus subcutaneous injection with 50μg PD-1Ig or PD-L1Ig and 50ul Complete Freund's Adjuvant (CFA) as an adjuvant diluted in PBS for priming. 28 days later, intravenous injection with 50μg PD-1Ig or PD-L1Ig in PBS was delivered to boost BALB/c mice in each group (n = 4). As a control, 2 mice, in each group, were given a subcutaneous injection with CFA and PBS for priming and intravenous injection with PBS only for the boost.

Antigen specific B-cell enrichment and hybridoma generation {#sec011}
-----------------------------------------------------------

Mice were sacrificed by cervical dislocation, and lymph nodes and spleens were harvested three days after the last dose injection. Single cells were prepared and incubated with 24G2 Fc-receptor (Fc-R) blocking agent (Fc-R-block) (24G2 culture supernatant supplemented with 2% mouse serum and 2% rat serum), PE-conjugated PD-L1Ig tetramer (for anti-PD-1) or PD-1Ig tetramer (for anti-PD-L1), and PE-conjugated anti-human IgG1, sequentially. Cells were washed and incubated with anti-PE microbeads. Labelled cells were magnetically enriched via MACS (Miltenyi Biotech, Bergisch Gladbach, Germany) \[[@pone.0235518.ref031]\]. Hybridomas were generated using enriched cells according to the manufacturer's protocol for the ClonaCell™-HY Hybridoma Kit (Stemcell Technologies Inc., Cambridge, MA). To summarize the procedure, enriched cells were fused with SP2/0 cells using 50% polyethylene glycol (PEG) solution. Fused cells were selected on semi-solid hypoxanthine-aminopterin-thymidine (HAT) medium. Selected colonies were maintained on 96-well plates until the initial ELISA screening for specificity.

Hybridoma screening ELISA {#sec012}
-------------------------

Anti-PD-L1 hybridomas were initially screened by testing culture supernatant for antibody binding to PD-L1Ig on ELISA. 50ng of PD-L1Ig per well was coated on a High Bind 96-well plate at 4°C overnight. Plates were blocked in 5% BSA and incubated with hybridoma culture supernatants followed by HRP-conjugated anti-mouse IgG. 3,3\',5,5\'-Tetramethylbenzidine (TMB) was used as substrate and the reaction was stopped using sulfuric acid. Readings at 450 nm wavelength were used to measure the color change. As a decoy to screen out human IgG1 Fc-specific hybridomas, PD-1Ig was coated on a new set of ELISA plates and the same ELISA protocol was followed. Hybridomas that demonstrated positive signal on both PD-1Ig and PD-L1Ig were considered to be human IgG1 Fc-specific. Anti-PD-1 hybridomas were generated by the same protocol but a PD-L1Ig plate was used as a decoy. To test the PD-L1 antibodies' ability to block interactions between PD-1 and PD-L1, unbiotinylated PD-L1Ig was coated on 96-well ELISA plates. Coated wells were blocked in 5% BSA and incubated with hybridoma supernatant, biotinylated PD-1Ig, and HRP-conjugated streptavidin (SA-HRP) sequentially. The PD-1 antibody blocking activity was also evaluated in the same way but using the opposite ligands. Again, TMB was used as a substrate and sulfuric acid was used to stop the reaction. Color change was measured at 450 nm wavelength.

Canine PBMC isolation {#sec013}
---------------------

Whole blood was obtained from healthy donor dogs for isolation of PBMCs to examine binding of PD-1 and PD-L1 antibodies to primary canine lymphocytes and monocytes after stimulation with various activation agents. Blood was processed for PBMCs by density centrifugation as previously described \[[@pone.0235518.ref032]\]. Briefly, whole blood was diluted in Hank's Buffered Salt Solution (HBSS; Corning, Corning, NY, USA), layered over Histopaque 1077 (Sigma-Aldrich, Saint Louis, MO, USA), and centrifuged at 2000 rpm for 30 minutes at room temperature. The PBMC layer was extracted, washed with HBSS and then treated with RBC lysis buffer (420301, Biolegend, San Diego, CA, USA) for three minutes on ice for removal of contaminating red blood cells. PBMCs were washed again with HBSS, pelleted, and counted.

For a second set of experiments testing interferon-gamma (IFN-γ) production after PD-1/PD-L1 blockade, PBMCs were isolated from whole blood as previously described by Kol et al. \[[@pone.0235518.ref033]\] with the following modifications. Ficoll-Paque Plus (GE Healthcare, Piscataway, NJ) (9 ml) was diluted with 1.5 ml water to lower density to 1.066. Blood (10 ml) was diluted with 20 ml modified Tyrode's buffer (12 mM NaHCO3, 138 mM NaCl, 2.9 mM KCl, 10 mM HEPES, and 1 mM EDTA). Histopaque 1119 (5 ml) was layered at the bottom of a 50 ml conical tube followed by 10 ml diluted Ficoll-Paque Plus, and a final top later of 30 ml diluted blood. The conical tube was centrifuged at 400g for 20 min without brake. The hazy interface layer between blood and Ficoll-Paque Plus was harvested, washed with PBS, and a final cell number was counted.

Stimulation of PBMC subsets {#sec014}
---------------------------

Healthy canine donor PBMCs were stimulated with ConA 1 μg/ml for four days 37°C for testing of PD-1 expression by antibody JC053 using flow cytometry analysis. Unstimulated PBMC served as controls for resting cell expression of PD-1. For testing of the anti-PD-L1 JC071 antibody, PBMCs were stimulated with peptidoglycan (PGN, Sigma-Aldrich, Saint Louis, MO), or lipopolysaccharides (LPS, Sigma-Aldrich) for induction of PD-L1 expression on monocyte and dendritic cell subsets using a protocol previously described \[[@pone.0235518.ref034]\]. Briefly, PBMCs (10^6^ per ml) were treated with either PGN 1 μg/ml, LPS 10 ng/ml, or PBS (unstimulated control) in RPMI 1640 media (Gibco, Carlsbad, CA, USA) supplemented with 10% fetal bovine serum (FBS), 10 mM HEPES (Gibco), 100 U/ml penicillin and 100 μg/ml streptomycin (Gibco), 2 mM L-glutamine (Gibco), and 2-mercaptoethanol (Sigma-Aldrich) for three hours followed by a wash with media and resuspension in fresh media only, for the remaining incubation (21 hours) at 37°C. The next day cells were harvested and stained for flow cytometry analysis.

Flow cytometry {#sec015}
--------------

For all experiments characterizing binding of PD-1 and PD-L1 monoclonal antibodies to cell lines, single cell suspensions were prepared in PBS and incubated with Zombie Aqua Fixable Viability Kit. Subsequently, cells were then incubated with Fc-R-block and appropriate antibodies sequentially. For mouse and CHO cells, 24G2 Fc-R-block was used. For dog PBMC, CLGL-90, and DH82, Fc Receptor Binding Inhibitor Antibody (Thermo Fisher Scientific) was used as Fc-R-block. Stained cells were fixed using 2% paraformaldehyde and stored at 4°C. All flow cytometry was performed on LSR Fortessa (BD Bioscience, San Jose, CA). FlowJo (version 10, BD Bioscience) software was used to analyze the data. CHO-PD1 was stained using Zombie Aqua Fixable Viability Kit, culture supernatant of JC053 hybridoma cells followed by biotinylated anti-mouse IgA and APC conjugated streptavidin. CLGL-90 was stained using JC053 culture supernatant, biotinylated anti-mouse IgA, and FITC-conjugated streptavidin. CHO-PDL1 was stained with Zombie Aqua Fixable Viability Kit and PE-conjugated PD-L1 antibodies. DH82 was stained with Zombie Aqua Fixable Viability Kit, purified PD-L1 antibodies, and FITC-conjugated F(ab\')2-Goat anti-Mouse IgG (H+L).

For all experiments testing PD-1 or PD-L1 expression on PBMC subsets, single cell suspensions were initially stained with a fixable viability dye (LIVE/DEAD™ Fixable Near-IR Dead Cell Stain Kit, Invitrogen). For experiments testing ConA stimulation of PD-1 expression on T cell subsets within PBMCs, single cell suspensions were stained with cell surface markers including PacBlue-labeled anti-canine CD4 (clone YKIX302.9., Bio-Rad Laboratories, Hercules, CA), PerCP-EF 710-labeled anti-canine CD8 (YCATE55, Thermo Fisher Scientific) and APC-labeled JC053 (anti-canine PD-1). Cells were then fixed and permeabilized for intracellular staining using Fixation/Permeabilization concentrate and diluent (eBioscience, Carlsbad, CA, USA), and Permeabilization buffer (eBioscience) with FITC-labeled anti-human CD3 (clone CD3-12, Bio-Rad Laboratories) using conditions previously described \[[@pone.0235518.ref032]\]. For experiments testing PD-L1 expression on PBMC subsets after stimulation with either PBS, PGN, or LPS, single cell suspensions were first stained for viability and then treated with FcR blocking antibody (Thermo Fisher Scientific) 4C for 20 min. Cells were next stained for cell surface markers including PerCP-eFluor 710-labeled anti-canine CD5 (clone YKIX322.3, Thermo Fisher Scientific), FITC-labeled anti-canine MHCII (clone YKIX334.2, Bio-Rad Laboratories), Qdot 605-conjugated anti-human CD14 (clone Tuk4, Thermo Fisher Scientific), PE-labeled anti-canine CD11c (clone CA11.6A1, Laboratory of Peter Moore, University of California Davis), and APC-labeled JC071 (anti-PD-L1). Gating was based on isotype controls or biological controls that included stimulated and unstimulated cells.

Stained PBMC were washed in buffers and under conditions as previously described \[[@pone.0235518.ref032]\]. Cells were suspended in 1% paraformaldehyde (Affymetrix) and stored at 4°C for subsequent acquisition on a Becton Dickenson LSRII flow cytometer. A minimum of 500,000 events were collected. Compensation settings were conducted using BD CompBeads (BD Biosciences) and flow cytometry data analyzed with FlowJo software (Version 10, BD).

IFN-γ assay {#sec016}
-----------

0.5 million canine PBMCs were stimulated with 1 μg/ml ConA and cultivated in 200ul DMEM complete medium in a U-bottom 96-well plate for 96 hours with or without PD-1 or PD-L1 antibodies. After cultivation, supernatant was collected and IFN-γ production was evaluated using an IFN-γ Quantikine ELISA Kit (R&D Systems, Inc., Minneapolis, MN).

Immunohistochemistry {#sec017}
--------------------

CHO-K1 and CHO-PD1 cells were fixed with 10% neutral buffered formalin, prepared in Histogel (Thermo Fisher Scientific, Waltham, MA), and embedded in paraffin. Paraffin blocks of cells or tissues were cut at 4um and deparaffinized in Xylene and antigens were retrieved in citrate buffer at pH 6. Samples were blocked with normal horse serum and incubated with JC053 or IgA isotype control as primary antibody. Biotinylated anti-mouse IgA (Thermo Fisher Scientific) was used as the secondary antibody. VECTASTAIN Elite ABC HRP Kit and DAB Peroxidase (HRP) Substrate Kit (Vector Laboratories, Burlingame, CA) were subsequently used for visualization.

Statistics {#sec018}
----------

Comparisons of frequencies PD-1^+^ and PD-L1^+^ cells within different PBMC subsets before and after stimulation were performed using a nonparametric 2-tailed Mann-Whitney test and GraphPad Prism (GraphPad Software, San Diego CA). For analysis of IFN-γ assay, ordinary one-way ANOVA with GraphPad Prism (GraphPad Software) was used. P values \< 0.05 were considered significant.

Results {#sec019}
=======

Generation of soluble canine PD-1Ig and PD-L1Ig, and hybridoma development {#sec020}
--------------------------------------------------------------------------

BALB/c mice were immunized with recombinant PD-1Ig or PD-L1Ig to generate a source of antigen-specific B cells for hybridoma development. To generate canine fusion proteins for immunization, PD-1Ig and PD-L1Ig were co-expressed with BirA, an *E*. *coli* biotin ligase, in S2 cells. PD-1Ig and PD-L1Ig were intracellularly biotinylated by BirA at the biotinylation motif added to the C-terminus of fusion proteins. Correct expression of PD-1Ig and PD-L1Ig was confirmed by Western blot ([Fig 1](#pone.0235518.g001){ref-type="fig"}). Each of these fusion proteins was purified from S2 culture supernatants using protein G agarose (Pierce Biotechnology, Rockford, IL). Enriching antigen-specific B-cells from immunized mice was shown to be a successful strategy to increase the frequency of antigen-specific hybridomas and reduce library screening \[[@pone.0235518.ref031]\]. To take advantage of this approach, canine PD-1Ig and PD-L1Ig tetramers were generated by incubating biotinylated PD-1Ig and PD-L1Ig with PE-conjugated streptavidin (SA-PE). To assure that the majority of biotinylated PD-1Ig or PD-L1Ig was bound to the streptavidin, different ratios of either Ig fusion protein and SA-PE were prepared and compared by Western blot. SA-AP was used to detect unbound biotinylated PD-L1Ig and efficient mixing ratio was confirmed with the absence or very light appearance of PD-1Ig ([S1 Fig](#pone.0235518.s003){ref-type="supplementary-material"}) or PD-L1Ig band ([S2 Fig](#pone.0235518.s004){ref-type="supplementary-material"}).

![Expression of recombinant PD-1Ig and PD-L1Ig in *D*. *melanogaster* S2 cells.\
Expression of monomers was tested by Western blot. Biotinylated PD-1Ig and PD-L1Ig were expressed and secreted from *D*. *melanogaster* S2 cells. S2 cell culture supernatant expressing PD-1Ig (lane 2) or PD-L1Ig (lane 3) was analyzed against vector only control (lane 1) on Western blot in reducing condition. Alkaline phosphatase conjugated streptavidin was used to detect proteins.](pone.0235518.g001){#pone.0235518.g001}

Two immunization approaches were used to generate PD-1 or PD-L1 specific B cells. Sequential subcutaneous injection of exponentially increasing antigen dose (Exp-Inc) in combination with MPLA enhances antibody responses to immunization \[[@pone.0235518.ref030]\]. Therefore, we immunized an initial cohort of BALB/c mice using this method and a second cohort were immunized with a more traditional single bolus approach using antigen emulsified in CFA. PD-1-, and PD-L1-specific B-cells were enriched by tetramer binding and subsequent MACS purification before fusion with SP2/0 myeloma cells ([S3](#pone.0235518.s005){ref-type="supplementary-material"} and [S4](#pone.0235518.s006){ref-type="supplementary-material"} Figs). Resulting hybridomas supernatants were tested for PD-1Ig and PD-L1Ig specificity on an ELISA using plate-bound PD-1Ig or PD-L1Ig. Immunization with PD-L1Ig/MPLA (Exp-Inc) generated 127 hybridomas of which 8 were ELISA positive for binding to PD-L1. Immunization with PD-L1Ig/CFA generated 722 hybridomas and 35 were specific for PD-L1. PD-1Ig immunization (Exp-Inc) generated 64 hybridomas but only 1 was positive by PD-1 ELISA. In contrast, PD-1Ig/CFA generated 288 hybridomas with 10 being highly specific for PD-1. The most striking difference between Exp-Inc method and CFA using bolus prime/boost method was that CFA using bolus prime/boost method generated 72 out of 288 PD-1Ig hybridomas and 286 out of 722 PD-L1Ig hybridomas were specific for human IgG1 Fc while Exp-Inc method generated no hybridomas specific for human IgG1 Fc.

Evaluation of anti-PD-1 and anti-PD-L1 blocking capacity by ELISA {#sec021}
-----------------------------------------------------------------

Next, we developed a blocking ELISA to test whether PD-1 or PD-L1-specific antibodies were able to block binding of PD-1 to PD-L1. Unbiotinylated PD-1Ig-NB and PD-L1Ig-NB were coated on separate ELISA plates. After the application of hybridoma culture supernatant, we assessed whether biotinylated PD-1Ig or PD-L1Ig could bind to the respective plates. The PD-1 specific hybridoma from Exp-Inc immunization did not block PD-1 and PD-L1 interactions, but 5/10 PD-1 specific hybridomas from CFA immunization displayed a range of blocking capability ([Fig 2](#pone.0235518.g002){ref-type="fig"}). Only 2/8 PD-L1Ig-specific hybridomas from Exp-Inc immunization blocked binding between PD-L1Ig-NB and PD-1Ig. In contrast, 13/35 hybridomas from CFA immunization produced blocking antibodies ([Fig 2](#pone.0235518.g002){ref-type="fig"}). Given the goal of generating functional reagents, only antibodies that were capable of blocking PD-1/PD-L1 interactions were further assessed.

![Evaluation of blocking activity by anti-canine PD-1 and PD-L1 antibodies.\
Antibodies were screened for their opposite ligand blocking capability. Hybridoma supernatants were added to ELISA plates coated with unbiotinylated PD-1Ig (A) or PD-L1Ig (B). After washing, biotinylated PD-L1Ig (A) or PD-1Ig (B) was used to detect blocking capacity of anti-PD-1 (A) and anti-PD-L1 (B) using HRP conjugated streptavidin to detect unblocked protein. All samples were assayed in duplicates. Each value is presented as mean ± standard deviation. In (A), JC053 value was significantly different from the rest of anti-PD-1 hybridomas with P value of 0.0002. In (B), JC071, JC173, JC194, and JC205 values were significantly different from PBS and medium values with P values less than 0.0001.](pone.0235518.g002){#pone.0235518.g002}

Antibody binding to recombinant and native PD-1/PD-L1 {#sec022}
-----------------------------------------------------

To determine whether these antibodies could bind PD-1 or PD-L1 expressed on cell surfaces, CHO-K1 cells were transfected with either PD-1 or PD-L1 to generate CHO-PD1 and CHO-PDL1, respectively. We used CHO-PD1 cells to evaluate PD-1 antibodies, and CHO-PDL1 cells to evaluate PD-L1 antibodies by flow cytometry. Based on initial screening with culture supernatants, we selected a single PD-1 specific hybridoma and 4 PD-L1 specific hybridomas for sub-cloning by limiting dilution and an initial analysis of antibody isotype. Results of these tests supported further consideration for the following monoclonal antibodies; JC053 anti-PD-1 (IgA, CFA), JC071 anti-PD-L1 (IgG1, CFA), JC173 anti-PD-L1 (IgG2a, CFA), JC194 anti-PD-L1 (IgG1, Exp-Inc), and JC205 anti-PD-L1 (IgG1, Exp-Inc). JC053 was able to detect canine PD-1 expression on CHO cells, while the other four antibodies detected canine PD-L1 expression on CHO cells by flow cytometry ([Fig 3](#pone.0235518.g003){ref-type="fig"}). Antibody binding to PD-1 or PD-L1 on CHO cells is specific to PD-1 or PD-L1 since these antibodies did not bind to untransfected CHO-K1 ([Fig 3A](#pone.0235518.g003){ref-type="fig"}). Next, we assessed whether these antibodies would bind native antigen expressed by canine cell lines. CLGL-90 is a canine large granular T-cell leukemia cell line that expresses PD-1 \[[@pone.0235518.ref035]\]. Clone JC053 proved capable of detection for cell surface expression of PD-1 on CLGL-90 cells by flow cytometry ([Fig 4A](#pone.0235518.g004){ref-type="fig"}). DH82 is a histiocytic sarcoma cell line that normally expresses PD-L1 at basal level but enhanced level of PD-L1 following stimulation \[[@pone.0235518.ref028]\]. All four monoclonal antibodies specific for PD-L1 were able to detect expression of PD-L1 on DH82 both with and without *in vitro* activation using IFN-γ ([Fig 4B](#pone.0235518.g004){ref-type="fig"}). Thus, all five selected monoclonal antibodies efficiently bound recombinantly expressed PD-1 or PD-L1 on CHO cells, and to natively expressed PD-1 or PD-L1 on canine cell lines.

![Detection of PD-1 and PD-L1 expression on CHO cells expressing canine markers.\
Antibody specificity toward PD-1 and PD-L1 by anti-PD-1 (JC053) and anti-PD-L1s (JC071, JC173, JC194, and JC205) was tested on CHO cells by flow cytometry. (A) Anti-PD-1 and anti-PD-L1 bind to CHO-PD1 and CHO-PDL1, respectively, while they do not bind to untransfected CHO-K1. PD-1 positive population were selected following FSC, SSC gating, single cell gating, and live cell gating. PD-L1 positive population was selected following FSC, SSC gating, and single cell gating. (B) JC053, an anti-PD-1 antibody, was compared to a mouse IgA isotype control for staining CHO-PD1. Biotinylated anti-mouse IgA and APC conjugated streptavidin was used following primary antibody staining. A population of CHO-PD1 cells was selected on FSC and SSC gating. Single cells were selected and dead cells were excluded. Then, PD-1 positive cells are shown on histograms. Anti-PD-L1s were conjugated with PE and used to stain CHO-PDL1 cells. Appropriate isotype controls were included and anti-mouse IgG1 and anti-mouse IgG2a were used in combination with PE conjugated streptavidin. PE positive population is shown on histograms following FSC/SSC gating, single cell selection, and exclusion of dead cells.](pone.0235518.g003){#pone.0235518.g003}

![Detection of PD-1 and PD-L1 expression on canine cell lines.\
(A) PD-1 expression on CLGL-90 cells was detected with JC053 hybridoma culture supernatant. Biotinylated anti-mouse IgA and FITC-conjugated streptavidin was used. Mouse IgA isotype control was used as negative control. Light gray is for isotype control and dark gray is for JC053. (B) Four purified anti-PD-L1s were compared in their capacity to bind activated DH82 cells. DH82 cells were cultivated either with or without 10ng/ml IFN-γ and JC071, JC173, JC194, and JC205 binding to PD-L1 was assessed. Histograms show unstimulated DH82 without anti-PD-L1 (light gray), unstimulated DH82 with anti-PD-L1 (medium gray), and IFN-γ stimulated DH82 with anti-PD-L1 (dark gray), respectively. FITC conjugated Anti-Mouse IgG was used with all samples including no anti-PD-L1 sample, as secondary antibody. PD-1 or PD-L1 positive population was selected following FSC, SSC gating, single cell gating, and live cell gating.](pone.0235518.g004){#pone.0235518.g004}

Detection of PD-1-, and PD-L1-expressing cells in canine peripheral blood {#sec023}
-------------------------------------------------------------------------

The data above demonstrated that the antibodies efficiently detected PD-1 or PD-L1 on recombinant cells and selected canine cell lines. Therefore, we next examined these reagents for characterization of PD-1 or PD-L1 expression on primary canine PBMC subsets. First, unstimulated and ConA-stimulated PBMCs were examined for PD-1 expression by flow cytometry analysis. PBMCs were first interrogated with anti-human CD3 antibody followed by anti-canine CD4 and CD8 antibodies using a gating strategy ([S5 Fig](#pone.0235518.s007){ref-type="supplementary-material"}) as previously described \[[@pone.0235518.ref032]\] and subsequently analyzed for PD-1 expression using the JC053 anti-canine PD-1 antibody. Low frequencies of PD-1^+^ cells were detected for both CD4^+^ and CD8^+^ T cell subsets in the absence of stimulation with a positive frequency range of 6 to 23% ([Fig 5](#pone.0235518.g005){ref-type="fig"}). As expected, stimulation with ConA generated increased frequencies of PD-1^+^ CD4^+^ and CD8^+^ T cells (78--94%) ([Fig 5](#pone.0235518.g005){ref-type="fig"}).

![Detection of PD-1 expression on CD4^+^ and CD8^+^ T-cells from peripheral blood by anti-canine PD-1 antibody JC053.\
Representative staining of PBMC T cell subsets for PD-1 expression by flow cytometry using antibody JC053 from a healthy canine donor is shown before and after stimulation with ConA for 24 hours (A). Frequencies of PD-1 expressing CD4^+^ and CD8^+^ T-cells before and after stimulation of PBMCs from two healthy canine donors were evaluated by flow cytometry using antibody JC053.](pone.0235518.g005){#pone.0235518.g005}

Using a gating strategy shown in [S6 Fig](#pone.0235518.s008){ref-type="supplementary-material"}, monocytes were defined as CD5^-^CD14^+^ PBMC and further characterized by canine MHCII expression (MHCII^+^ or MHCII^-^). Dendritic cells (DC) were defined as CD5^-^CD14^-^ PBMC demonstrating high expression of MHCII (MHCII^hi^) and expression of CD11c (CD11c^+^) ([S6 Fig](#pone.0235518.s008){ref-type="supplementary-material"}). Monocyte subsets and DC were characterized for PD-L1 expression and stratified into PD-L1^-^, PD-L1^low^, PD-L1^hi^ populations using the JC071 anti-canine PD-L1 antibody as shown by representative PBMC staining in [Fig 6A](#pone.0235518.g006){ref-type="fig"} and based on analysis with an isotype control ([S7 Fig](#pone.0235518.s009){ref-type="supplementary-material"}). Frequencies of PD-L1^hi^ populations within healthy canine donor PBMCs treated with either PGN, LPS, or PBS, were analyzed for monocyte subsets (MHCII^+^ and MCHII^-^) and DC ([Fig 6B](#pone.0235518.g006){ref-type="fig"}). Unstimulated MHCII^+^CD14^+^ monocytes revealed a variable frequency of PD-L1^+^ cells (2%-34%); frequencies were markedly increased (78--95%) upon LPS or PGN stimulation ([Fig 6B](#pone.0235518.g006){ref-type="fig"}). Unstimulated MHCII^-^CD14^+^ monocytes exhibited lower and more variable frequencies (0.04--2.0%) of PD-L1^+^ cells. However, stimulation resulted in 16--1,700-fold increases in PD-L1^+^ cell frequencies ([Fig 6A](#pone.0235518.g006){ref-type="fig"}). DC also displayed a trend towards increased PD-L1^+^ cell frequencies after LPS and PGN stimulation, although this increase was not statistically significant and more variable ([Fig 6B](#pone.0235518.g006){ref-type="fig"}). Overall, both LPS and PGN led to a marked increase in the frequency of PD-L1^+^ cells in canine PBMC monocyte populations, with PGN frequently showing stronger induction of PD-L1 expression compared to LPS. Importantly, expected staining patterns for both PD-1 and PD-L1 expression were observed in PBMC subsets after conditions of stimulation with the use of anti-canine PD-1 (JC053) and anti-canine PD-L1 (JC071) monoclonal antibodies.

![Detection of PD-L1 expression on peripheral blood immune cells by anti-canine PD-L1 antibody JC071.\
PBMCs from healthy donor dogs were stimulated with PBS, LPS, or PGN for 3 hours followed by overnight incubation. A representative staining of PBMC immune cell subsets for PD-L1 expression by flow cytometry using antibody JC071 from a healthy canine donor is shown before and after stimulation with PGN (A). Frequencies of monocyte subsets (MHCII^+^ CD14^+^ and MHCII^-^CD14^+^) from four canine donors and MHCII^hi^ CD14^-^ CD11c^+^ dendritic cells from three donors (B). A pair-wise comparison between stimulation conditions by the Mann-Whitney test was used for statistical analysis. Statistically significant differences are indicated by an astericks.](pone.0235518.g006){#pone.0235518.g006}

PD-1 antibody staining of canine tissues {#sec024}
----------------------------------------

Since JC053 was able to detect PD-1 on CHO-PD1 cells, as well as canine PBMC, we tested the utility of JC053 to detect PD-1 on histological sections. Initially, CHO-PD1 and untransfected CHO-K1 cells were prepared in Histogel cell blocks and formalin fixed before staining with JC053. A murine IgA isotype control failed to show any background staining on these blocks or subsequent canine tissues ([Fig 7A](#pone.0235518.g007){ref-type="fig"}). Although JC053 displayed some faint background staining on CHO-K1 cells, a much stronger signal was evident on CHO-PD1 cells ([Fig 7A](#pone.0235518.g007){ref-type="fig"}), suggesting that the antibody was detecting PD-1 in these tissue sections. JC053 concentration for CHO-K1 and CHO-PD1 cell block staining was 10-fold higher than for lymph node and tonsile tissue staining. This high concentration of JC053 could have led to high background staining on CHO-K1. Encouraged by this result, we examined whether JC053 could detect PD-1 in formalin-fixed canine tissues. Indeed, JC053 successfully stained tonsil and lymph node sections ([Fig 7B](#pone.0235518.g007){ref-type="fig"}), indicating that this antibody can be used for histological detection of canine PD-1.

![Detection of PD-1 expression on formalin-fixed cells and FFPE tissues by anti-canine antibody JC053.\
JC053 was tested for evaluation of PD-1 expression on formalin-fixed cells as well as canine tissues. CHO-K1 as well as CHO-PD1 cells (A) were fixed with formalin, treated with Histogel and paraffin blocks were prepared. Cells were stained with JC053 (1:100 dilution) and compared to IgA isotype control stained cells (1:100 dilution) in IHC. FFPE tonsil and lymph node (B) were also evaluated for PD-1 expressions. JC053 was diluted at 1:1000 and IgA isotype control was diluted at 1:100. Images for JC053 are 40x magnified and IgA isotype control images are 20x magnified.](pone.0235518.g007){#pone.0235518.g007}

Amplification of IFN-γ production as a consequence of PD-L1 blockade {#sec025}
--------------------------------------------------------------------

Introduction of PD-1/PD-L1 blockade can recover functional activity of T cells in *in vitro* and *in vivo* assays \[[@pone.0235518.ref036]\]. Maekawa et al. has shown that addition of anti-PD-L1 in dog PBMC culture increases Ifn-γ level \[[@pone.0235518.ref029]\]. Although similar experiment by Nemoto et al. did not lead to significantly increased Ifn-γ, it showed the increasing trend \[[@pone.0235518.ref027]\]. Thus, to determine whether blockade of PD-L1 and PD-1 interactions by any of these five monoclonal antibodies could lead to enhanced T-cell activity, we generated a low dose ConA stimulation assay for canine PBMC cultures and examined the capacity to enhance IFN-γ production. Although the addition of JC053 led to more than 2-fold higher IFN-γ production compared to an IgA isotype control, this was not significantly different from no antibody controls ([Fig 8A](#pone.0235518.g008){ref-type="fig"}). Thus, JC053 does not cause a recovery of T cell function in this assay. In marked contrast, JC194 and JC205 enhanced IFN-γ production by more than 3-fold compared to an IgG1 isotype control, as well as no antibody control after 96 hours stimulation of canine PBMCs ([Fig 8B](#pone.0235518.g008){ref-type="fig"}). Similarly, JC071 and JC173 amplified IFN-γ production in culture by approximately 6-fold ([Fig 8B](#pone.0235518.g008){ref-type="fig"}). This indicates that all 4 PD-L1 blocking antibodies alleviated T-cell suppression and led to enhanced functional activity of T cells in culture.

![Amplification of IFN-γ production from PBMC via PD-1 / PD-L1 blockade.\
PD-1 and PD-L1 blocking by antibodies led to increased IFN-γ production in PBMC culture compared to isotype controls. PBMCs from a healthy canine donor were stimulated with 1 ug/ml ConA in the presence or absence of 0.2 uM monoclonal antibodies. IFN-γ produced by stimulated cells were assessed on ELISA. (A) JC053 blocked cells produced significantly higher IFN-γ compared to IgA isotype control but was not significantly different from no antibody control. (B) All four anti-PD-L1 samples produced significantly higher IFN-γ compared to IgG1 isotype control. Results are from duplicates. P-value was either \< 0.0001 (\*\*\*\*), \<0.001 (\*\*\*), or \< 0.05 (\*).](pone.0235518.g008){#pone.0235518.g008}

Discussion {#sec026}
==========

Standard treatment methods for canine cancer involve surgical, radiation, and chemotherapeutic approaches, much like human medicine. Human cancer therapy approaches are rapidly changing due to the successes of immunotherapy using drugs such as ipilimumab (anti-CTLA4), pembrolizumab (anti-PD-1), atezolizumab (anti-PD-L1), and tisagenlecleucel (CD19 CAR-T). These successful interventions should guide canine cancer strategies to develop more effective therapies for use in veterinary medicine. The development of canine immune therapeutic approaches could also expand comparative oncology approaches to improve our understanding of human disease and the future therapeutic potential of these agents. Unique factors such as breed genetic similarity, spontaneous canine tumor development in the face of an intact immune system, the similar microbiota of cohabiting dogs and humans, and the correlation between advanced age and tumor onset, strongly suggest that canine immunotherapy could inform human medicine especially as combination therapies and dosing schedules are refined \[[@pone.0235518.ref002]\]. In fact, several canine-specific reagents have been developed and have shown to be effective *in vitro*, as well as in a few limited canine clinical studies. Importantly, these canine reagents include anti-PD-1, anti-PD-L1, CD20 CAR-T therapy, and NK-cell therapy, all approaches that have shown success in human medicine \[[@pone.0235518.ref007],[@pone.0235518.ref025],[@pone.0235518.ref027],[@pone.0235518.ref037]--[@pone.0235518.ref039]\]. As yet, none of these reagents are commercially available for use in canine patients and thus additional reagent development is warranted.

We have developed new canine PD-1 and PD-L1-specific monoclonal antibodies for development as potential therapeutic agents, as well as diagnostic purposes. Our PD-1/PD-L1 antibodies were generated using a mouse hybridoma methodology that has been adapted to include B cell enrichment to facilitate rapid selection of specific clones. Traditional hybridoma approaches usually require screening of hundreds to thousands of candidates clones in order to find appropriate antigen specific clones. Incorporating a protein-tetramer B-cell enrichment strategy prior to fusion has been previously shown to be useful for reducing the number of unwanted irrelevant clones \[[@pone.0235518.ref031]\]. Our JC053 and JC071 clones were obtained after 50-fold and 5-fold enrichment of specific B cells by tetramer-assisted MACS purification ([S3](#pone.0235518.s005){ref-type="supplementary-material"} and [S4](#pone.0235518.s006){ref-type="supplementary-material"} Figs). However, naïve B cells were also enriched by around 2-fold and 4.4-fold respectively using the PD-1 tetramer and PD-L1 tetramers. After considering this enrichment effect of naïve samples, the use of a PD-1 tetramer resulted in a 25-fold normalized enrichment effect, while the PD-L1 enrichment was much lower, around 1.14-fold. It is not yet clear why there was 20-fold difference in these enrichment approaches or why our PD-L1 tetramer bound strongly to naïve cells. However, these data suggest that including tetramer enrichment can enhance the selection of positive B cell clones in at least some cases.

In this study, we also used two different immunization methods to develop monoclonal antibodies specific for canine PD-1 and PD-L1. The first approach used seven consecutive injections of antigen in an exponentially increasing dose in combination with MPLA as an adjuvant. This method is intended to mimic a natural infection where infecting microorganisms grow exponentially inside the host and stimulate a more natural and robust immune response. The second approach was a traditional prime boost strategy using CFA as an adjuvant. Considering that both recombinant antigens were fused to a human IgG1 Fc region, the expectation would be that human Fc-specific hybridomas would be detected as a result of both immunizations. To our surprise, our immunization using the exponentially increasing dosing strategy generated no human Ig-specific hybridomas, while the CFA single bolus injection approach resulted in the majority of hybridomas being Fc specific. While this outcome would need to be tested in a more systematic manner, it would appear that the use of an MPLA/exponentially increasing dosing method may have led to the generation of more antigen specific hybridomas.

PD-1 and PD-L1 antibodies have been shown to have diagnostic predictive value in certain human cancers \[[@pone.0235518.ref040],[@pone.0235518.ref041]\]. As a first step towards a diagnostic approach in dogs, we examined the utility of these antibodies by a variety of immunological approaches. All five antibodies described herein successfully detected recombinant purified PD-1 or PD-L1 or the same molecules expressed on transfected CHO-K1 cells by ELISA. These antibodies were also capable of binding canine PD-1 and PD-L1 expressed on both canine cell lines and primary canine immune cell subsets under conditions of stimulation in a predictable manner using flow cytometry analysis. Additionally, two of these antibodies (JC053 and JC071) successfully detected PD-1 ([S8 Fig](#pone.0235518.s010){ref-type="supplementary-material"}) and PD-L1 ([S9 Fig](#pone.0235518.s011){ref-type="supplementary-material"}) by Western blot. Finally, JC053 successfully detected canine PD-1 expressed on formalin-fixed paraffin-embedded (FFPE) tonsil and lymph node suggesting that this could be useful as diagnostic tool in tumor biopsies. Since the clinical response rate of PD-1/PD-L1 therapy in humans varies from slightly above 10% to over 80% in different tumors and clinical studies, there is considerable interest in using the patient tumor microenvironment to predict treatment outcome. In certain human tumors, high expression of PD-L1 on tumor cells is associated with a good prognosis \[[@pone.0235518.ref042]\], while the presence of M2 macrophages in the tumor environment is associated with tumor resistance \[[@pone.0235518.ref043]--[@pone.0235518.ref045]\]. In other cases, PD-L1 expression on host immune cells is associated with a favorable prognosis \[[@pone.0235518.ref042]\]. Since these reagents are not yet available to routinely assess canine tumor biopsies, development of these reagents (JC053 and JC071) could contribute to more accurate prognosis of progression or treatment response rates for certain canine cancers. Additional studies to examine this possibility are under consideration.

Most importantly, our data demonstrate that all four anti-canine PD-L1 antibodies significantly increased IFN-γ production in a PBMC assay, where T cells were stimulated by low dose Con A compared to isotype control samples. These results show considerable promise since they suggest that these antibodies are capable of reviving T-cell responses in a context where PD-1/PD-L1 inhibition occurs. However, clinical use of these antibodies as a viable therapeutic reagent will require further engineering to remove the murine framework sequences to avoid a strong anti-drug response leading to premature clearance of the antibodies. To avoid this problem, the framework of current antibodies can be changed to match a canine antibody framework using a chimeric antibody approach or by incorporating the canine Fv framework sequences in addition to the constant domains. However, our functional data suggest that such an approach could yield considerable clinical benefit *in vivo*. Strategies to engineer an appropriate therapeutic intervention based on these antibody specificities are currently underway.

Conclusion {#sec027}
==========

In this report, we described our efforts to develop monoclonal antibodies against canine PD-1 and PD-L1. All of our antibodies worked effectively on ELISA and flow cytometry applications while JC053 and JC071 also worked on Western blot. Additionally JC053 effectively detected PD-1 by immunohistochemistry of formalin-fixed paraffin embedded tissues. Importantly, JC071 and JC173 showed functional activity in a canine PBMC Ifn-γ assay and therefore have potential application as an immunotherapy reagent for cancer treatment. Current cancer treatment dogs have limited immunotherapy options. Development of more immunotherapy reagents such as our canine specific PD-1 and PD-L1 antibodies will benefit progress of cancer research as well as the treatment of canine patients.

Supporting information {#sec028}
======================

###### List of client owned dogs used in this study.

(DOCX)

###### 

Click here for additional data file.

###### List of antibodies used in current study.

(DOCX)

###### 

Click here for additional data file.

###### PD-1Ig tetramer generation.

Each monomer was mixed with SA-PE to generate tetramer. To find correct ratio between PD-1Ig and SA-PE for tetramer generation, different ratios of monomer and SA-PE were tested on Western blot in non-reducing condition. Samples are monomer only (lane 1), SA-PE only (lane 2), monomer and SA-PE with 1:1 (lane 3), 2.5:1 (lane 4), 5:1 (lane 5), 10:1 (lane 6), and 20:1 molar ratio (lane 7). Correct ratio was determined to be 2.5:1 ratio for both PD-1Ig.

(TIF)

###### 

Click here for additional data file.

###### PD-L1 tetramer generation.

Each monomer was mixed with SA-PE to generate tetramer. To find correct ratio between PD-L1Ig and SA-PE for tetramer generation, different ratios of monomer and SA-PE were tested on Western blot in non-reducing condition. Samples are monomer only (lane 1), SA-PE only (lane 2), monomer and SA-PE with 1:1 (lane 3), 2.5:1 (lane 4), 5:1 (lane 5), 10:1 (lane 6), and 20:1 molar ratio (lane 7). Correct ratio was determined to be 2.5:1 ratio for both PD-L1Ig.

(TIF)

###### 

Click here for additional data file.

###### PD-1Ig tetramer-aided B-cell enrichment efficiency.

Dump- Tetramer+ frequency for PD-1Ig immunized sample can be compared to naïve sample when PD-1Ig tetramer was applied.

(TIF)

###### 

Click here for additional data file.

###### PD-L1Ig tetramer-aided B-cell enrichment efficiency.

Dump Tetramer^+^ frequency for PD-L1Ig immunized sample can be compared to naïve sample when PD-L1Ig tetramer was applied.

(TIF)

###### 

Click here for additional data file.

###### Gating strategy for CD4^+^ and CD8^+^ T cells.

A standard gating strategy used for CD4^+^ and CD8^+^ T cell subsets by flow cytometry and for analysis of frequencies of PD-1^+^ populations is shown.

(TIF)

###### 

Click here for additional data file.

###### Gating strategy for monocytes and dendritic cells after staining with JC071.

The basic gating strategy used for immune cell subsets by flow cytometry and for analysis of frequencies of PD-L1^+^ populations is shown. Subsets of interest included CD5^-^MHCII^+^CD14^+^ and CD5^-^MHCII^-^CD14^+^ monocytes and DC defined as CD5^-^MHCII^hi^CD14^-^CD11c^+^.

(TIF)

###### 

Click here for additional data file.

###### CD5-MHCII+CD14+ monocyte subset isotype control staining.

Staining of the CD5^-^MHCII^+^CD14^+^ subset before and after PGN stimulation with an isotype control antibody is also shown.

(TIF)

###### 

Click here for additional data file.

###### Application of JC053 in Western blot.

Soluble PD-1Ig was detected on Western blot in non-reducing condition using JC053, and anti-mouse IgG-AP, sequentially (Right). This was compared to biotinylated PD-1Ig detected using SA-AP (Left). Two blots using SA-AP and JC053 were prepared on separate membranes.

(TIF)

###### 

Click here for additional data file.

###### Application of JC071 in Western blot.

Soluble PD-L1Ig expressed in S2 was detected on Western blot in non-reducing condition using JC071 and anti-mouse IgG-AP, sequentially (Right). This was again compared to SA-AP treated blot (Left). Two blots using SA-AP and JC071 were prepared on separate membranes.

(TIF)

###### 

Click here for additional data file.

###### 

(PDF)

###### 

Click here for additional data file.
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